An isocratic HPLC method for measuring pyrimethamine extracted from infant plasma is reported. The method is an improvement over previously published methods by requiring lower volumes of plasma (100 L) and having increased sensitivity to pyrimethamine at 210 nm. The procedure, which entails a basic organic extraction and subsequent HPLC chromatography of the reconstituted extract, can detect 1.4 ng and quantify 4.0 ng of pyrimethamine per 4O-L Reconstitution and analysis. To reconstitute the dried organic extract, add 21 L of acetonitrile and vortexmix, then add 79 j.tL of 0.1 mol/L sodium phosphate buffer (pH 2.5) and again vortex-mix.
in infants who are infected congenitally The preferred treatment for toxoplasmosis involves pyrimethamine, a basic, lipophilic, protein-bound drug with a half-life in adults of 23 to 175 h (3) (4) (5) (6) (7) . in plasma from infants. The assay is highly sensitive and specific for pyrimethamine in plasma over the range of plasma concentrations encountered with the usual oral dose of pyrimethainine.
The retention time of pyrimethamine was generally -11 mm, but this changed slightly from day to day and with the lot of mobile phase used. Because the changing retention time could influence the slopes of the standard curve and the calibration curve, it is necessary to run these curves daily. About 10 extracted samples can be assayed each day, which allows sufficient time for equilibration and calibration of the instrument and analysis of blanks and quality-control samples. Pyrimethainine is very stable; standards have been stored for six months without noticeable changes in concentration. So far, 1500 biological samples have been analyzed on the C18 column without noticeable peak broadening and tailing of pyrmmethamine. After each day's analyses, we wash the C18 column and store it in aqueous acetonitrile, 500 mLIL. On a few occasions during the development of the assay, a thick emulsion formed during the vortex-mixing with the solvent methylene chloride. Adding 1 mL of acetonitrile before adding the methylene chloride reduced the incidence of emulsion formation.
In future studies with the reversed-phase HPLC method, we will investigate the pharmacokinetics of pyrimethamine in different infants.
